 Stereomicroscope equipped with a digital camera and imaging software  Fiji Software  0.2 ml PCR tubes  glycerol  forceps or P20 pipette and tips  single-or multi-channel P200 pipette and tips  BRAND® glass microscope slide with cavity for imaging embryos: L × W 76 mm × 26 mm, thickness 1.2-1.5 mm, with 1 concavity (BR475505, Sigma)  HotSHOT alkaline lysis buffer (25 mM NaOH, 0.2 mM disodium EDTA, pH 12)  HotSHOT neutralization buffer (Tris HCl 40 mM, pH 5) PROCEDURES Imaging 1. Prepare a glass slide with a drop of 100% glycerol. 2. Place the first ISH-probed embryo from 80% glycerol onto the slide and take a picture of the embryo with the appropriate orientation and magnification for the ISH staining. * Save picture in TIFF format 3. Transfer the embryo either with forceps or with a P20 pipette into a fresh 0.2 ml PCR tube with a minimum amount of glycerol. 4. Continue taking pictures of the remaining embryos using the same illumination, magnification and exposure settings.
PROCEDURES

Imaging
1. Prepare a glass slide with a drop of 100% glycerol. 2. Place the first ISH-probed embryo from 80% glycerol onto the slide and take a picture of the embryo with the appropriate orientation and magnification for the ISH staining. * Save picture in TIFF format 3. Transfer the embryo either with forceps or with a P20 pipette into a fresh 0.2 ml PCR tube with a minimum amount of glycerol. 4. Continue taking pictures of the remaining embryos using the same illumination, magnification and exposure settings.
DNA extraction
5. Add 40 µl of HotSHOT alkaline lysis buffer to the PCR tubes (from step 3.) and make sure the embryos are in the solution. 
Biology Open • Supplementary information
// Recursively converts images to 8-bit/invert starting in a user-specified directory. macro "conv"{ dir1 = getDirectory("Choose Source Directory "); list = getFileList(dir1); dirD = getDirectory("Choose Destination Directory "); counter = 1; setBatchMode(true); for (i=0; i<list.length; i++)
if (endsWith(path, "tif")){ print(path); run("TIFF Virtual Stack...", "open=path"); run("8-bit"); run("Invert"); counter_converted=IJ.pad(counter,2); print(counter_converted); saveAs("Tiff", dirD+"conv"+counter_converted); close(); i = i + 1; call("java.lang.System.gc"); } counter = counter+1; i = i-1; } }
Fiji Macro
10. Using the polygon selection tool, draw your region of interest (ROI) manually on the image around the region containing the signal. 11. Press "t" to open the ROI manager. Use the ROI manager's Measure command to measure the intensity of the ROI. Copy the "mean" value from the Results window to Excel or equivalent calculation software. 12. Move the same ROI, ensuring the same size and shape as the original region, to a region of the zebrafish not containing any staining. Repeat step 11 to measure the background. 13. To obtain the mean pixel intensity of the ISH signal, subtract in Excel the mean intensity value of the background region from that of the stained region for each embryo. 
